. Actomyosin arc formation in a primary mouse CD8 + T cell, and Td Tomato-F-Tractin, but not RFP-actin, reports endogenous, phalloidin-stained actin arcs in the pSMAC. (A) Still images from a two-color TIRF-SIM video of a primary mouse CD8 + T cell expressing GFP-myosin IIA and tdTomato-F-Tractin at the time points indicated after engagement with an activating surface. (B) Radial plot profile showing the distributions of actin and myosin IIA across the IS of a mouse CD8 + T cell 5 min after engagement. SMAC zones are bracketed. Data are represented as mean ± SEM (C) Confocal images of F-actin structures at the IS of a Jurkat T cell expressing RFP-actin and stained with phalloidin. (D) Confocal images of F-actin structures at the IS of a Jurkat T cell expressing tdTomato (tdTom)-F-Tractin and stained with phalloidin. (E) Pearson's correlation coefficient for tdTomato-F-Tractin versus phalloidin and RFP-Actin versus phalloidin across the pSMAC. n = 15-20 cells/condition. Box and whiskers plot is centered on the mean and display upper and lower quartile ranges and min to max values.The SMAC zones are bracketed in C and D at top. Bars, 5 µm. ****, P < 0.0001. a.u., arbitrary units; Norm., normalized. Figure S2 . Three formins can be detected by immunostaining at the tips of actin spikes in CK666-treated Jurkat T cells, and knockdown of mDia1 greatly attenuates arc formation. (A, first through third panels and magnified insets in fourth through sixth panels) 3D-SIM images of CK666-treated Jurkat T cells immunostained for mDia1, FMNL1, and INF2 non-CAAX and stained with phalloidin. Yellow arrowheads mark formin puncta at spike tips. (A, seventh panel) Percent of spikes enriched with the indicated formin within 1 μm of the tip. n = 10 cells/condition. ****, P < 0.0001 when compared with either mDia2 (black) or preimmune sera ( Video 1. TIRF-SIM reveals the dynamics of F-actin networks at the Jurkat T cell IS. Jurkat T cell expressing GFP-F-Tractin faithfully reports the two major actin networks at the IS seen with phalloidin staining. Images were collected every 2 s for 1.5 min. See Fig. 1 .
Video 2. Two-color TIRF-SIM reveals the dynamics of actomyosin arcs in the pSMAC. Jurkat T cell expressing GFP-myosin IIA and tdTomato-F-Tractin showing enrichment of myosin IIA on concentric actin arcs in the pSMAC. Images were collected every 3 s for 2 min. See Fig. 1 .
Video 3. Linear actin filaments/bundles are embedded in the dSMAC. TIRF-SIM video of a Jurkat T cell expressing GFP-F-Tractin showing the formation of several linear actin filaments/bundles at the distal edge of the IS that span the dSMAC. Images were collected every 1 s for 1 min. See Fig. 3. 
